Guanine nucleotide binding protein alpha 13 (GNA13) has been found to play critical roles in the development of several human cancers. However, little is known about GNA13 expression and its clinical significance in hepatocellular carcinoma (HCC). In our study, GNA13 was reported to be significantly up-regulated in HCC tissues, and this was correlated with several clinicopathological parameters, including tumor multiplicity (P = 0.004), TNM stage (P = 0.002), and BCLC stage (P = 0.010). Further Cox regression analysis suggested that GNA13 expression was an independent prognostic factor for overall survival (P = 0.014) and disease-free survival (P = 0.005). Moreover, we found that overexpression of GNA13 couldn't promote cell proliferation in vitro, but could significantly increase the invasion ability of HCC cells. Together, our study demonstrates GNA13 may be served as a prognostic biomarker for HCC patients after curative hepatectomy, in which high expression of GNA13 suggests poor prognosis of HCC patients.
Scientific RepoRts | 6:35948 | DOI: 10.1038/srep35948 oncologists due to their roles in promoting oncogenic transformation and tumor cell growth [10] [11] [12] . Previous studies have found that GNA12 and GNA13 proteins are up-regulated in several human cancers, and the GNA12/GNA13 signaling may exhibit a crucial role in cancer cell invasion and metastasis [13] [14] [15] . Of note, there are more studies which focus on the role of GNA12 in cancer biology, while less was studied about the specific role of GNA13. Recently, increased expression of GNA13 has been found in several types of malignancies, especially in more aggressive breast and prostate cancer. Furthermore, the impact of this upregulation could contribute to cancer cell invasion and migration 16, 17 . Li and the colleagues found GNA13 played a critical role in lysophosphatidic acid (LPA)-stimulated invasive migration of pancreatic cancer cells 18 . We previously observed that upregulation of GNA13 could promote the tumorigenicity and proliferation of gastric cancer(GC) cells 19 . In addition, elevated expression of GNA13 was reported to exert proliferative effects in human small cell lung cancer cells 20 . However, to date, the expression status of GNA13 in HCC and its significance remains largely elusive.
In this study, qRT-PCR, western blotting, and immunohistochemistry (IHC) were performed to examine the mRNA and protein levels of GNA13 in HCC, and the relationship between GNA13 expression and various clinicopathologic parameters was evaluated in order to systematically investigate the clinicopathological and prognostic impacts of GNA13 in HCC patients.
Results
Detection of GNA13 expression in HCC based on western blotting and qPCR. Western blotting was employed to examine the expression of GNA13 in 12 pairs of matched HCC samples and adjacent non-cancerous tissues. As described in Fig. 1A , among the total fresh samples, 10 HCC samples exhibited higher GNA13 expression compared to that in the corresponding normal tissues. We also used qPCR to detect the GNA13 mRNA expression level in the 12 pairs of tissues. The qPCR revealed consistent results, where mRNA expression of GNA13 in HCC tissue was obviously higher than that in adjacent non-cancerous liver tissues (P = 0.006) (Fig. 1B) .
Detection of GNA13 expression in HCC by immunohistochemistry(IHC)
. The GNA13 expression level in 246 pairs of HCC and adjacent non-tumorous liver tissues was further examined by IHC (Fig. 2) . As shown in Fig. 2B , high expression of GNA13 protein was detected in 148/246(60.2%) of HCC tissues. Furthermore, high levels of GNA13 were mainly found in the cytoplasm of carcinoma cells. In contrast, weak or negative GNA13 staining was observed in adjacent normal liver tissues ( Fig. 2A) . The four categories of the intensity of GNA13 immunostaining are described in Fig. 3 . According to immunohistochemical scores(IHC scores), the patients were divided into two groups: low GNA13 expression group (IHC score ≤ 4) and high GNA13 expression group (IHC score > 4).
The association between GNA13 expression and clinicopathological parameters. Pearson's chi-square (χ 2) test/Fisher's exact test was performed to investigate the association between GNA13 expression and clinicopathological characteristics in 246 cases with HCC. Our analyses showed significant correlations between GNA13 expression and three characteristics including tumor multiplicity (P = 0.004), TNM stage (P = 0.002) and BCLC stage (P = 0.010). However, we found no statistically significant correlations between GNA13 expression and the rest of clinicopathological features, such as patient age, gender, AFP, HBsAg, Liver cirrhosis, tumor size, pathological grades, and vascular invasion (P > 0.05, Table 1 ).
The relationship of high GNA13 expression with poor survival in HCC patient. The relationship between GNA13 expression in HCC patients and the survival time of these patients was analyzed by Kaplan-Meier analysis and the log-rank test (Fig. 4) . The log-rank test showed that the survival time was different between high and low GNA13 expression groups. The median overall survival (OS) time of high GNA13 expression group was 39.1 months, remarkably shorter than that of low GNA13 expression group (48.9 months) (log-rank test, P = 0.003, Fig. 4A) . Furthermore, the patients with high GNA13 expression exhibited a significantly shorter DFS than those exhibiting low expression of GNA13 (log-rank test, P = 0.001, Fig. 4B ). Moreover, we deployed survival analysis towards the level of GNA13 expression in subgroups of HCC patients against tumor size, TNM stages, and histological grades. Our results revealed that high expression of GNA13 could be a prognostic factor for HCC patients with tumor size > 5 cm (OS: P = 0.005, Fig. 4C ; DFS: P = 0.002, Fig. 4D ), TNM stage III/IV (OS: P = 0.016, Fig. 4E ; DFS: P = 0.020, Fig. 4F ), and pathological grade III/IV (OS: P = 0.038, Fig. 4G ; DFS:P = 0.008, Fig. 4H ).
In addition, the prognostic value of GNA13 expression for OS and DFS was analyzed using a univariate analysis model on these clinialpathological parameters (Tables 2 and 3 ). Based on this analysis, GNA13 expression, tumor size, tumor multiplicity, liver cirrhosis, pathological grades, TNM stage, BCLC stage and vascular invasion were found to impact survival. Next, these statistically significant parameters were further examined using a multivariate Cox regression analysis to evaluate the significance of GNA13 expression in HCC prognosis (Tables 2  and 3 ). We observed that GNA13 expression, pathological grades and tumor size were independent prognostic factors for OS, whereas GNA13 expression, as well as pathological grades and liver cirrhosis, were independent prognostic factors for DFS. Therefore, the results suggested that the GNA13 expression level was significantly associated with the prognosis of HCC. Representative images of GNA13 expression in adjacent non-cancerous liver tissues and HCC tissues via IHC. GNA13 was absent or only weakly detected in adjacent normal liver cells (A), whereas its upregulation was mainly detected in HCC tissues (B) (original magnification, x100 and x400)(Left). The box plot showed the mean staining score of GNA13 in HCC tissues (T) and the adjacent non-cancerous liver tissues (N) (P < 0.001)(Right). Effect of GNA13 overexpression on cell proliferation and invasion. To determine the effect of GNA13 on cell proliferation and invasion in HCC cells, we established stable GNA13-overexpressing HCC cells, HepG2 and SMMC-7721. In the MTT assay, overexpression of GNA13 could not promote cell proliferation in both HepG2 and SMMC-7721 cells in vitro compared to the vector controls group (Fig. 5a ). By contrast, the invasion assay proved that the cell invasion ability was significantly increased after overexpression of GNA13 expression in HepG2 and SMMC-7721 cells when compared with vector controls (Fig. 5b) .
Effect of GNA13 overexpression on the expression of P-AKT and P-ERK.
To investigate the possible oncogenic pathways that may involve the function of GNA13, western blotting was performed. The results showed that overexpression of GNA13 had no obvious effect on the protein levels of P-AKT and P-ERK in HepG2 and SMMC-7721 cells (Supplementary Figure S1 ). Our data suggest that GNA13 overexpression in HCC cells led to cancer progression and tumorigenesis via other signalling pathways. 
Discussion
To our knowledge, clinical/pathological staging is the most commonly and widely used predictive methods for the prognosis of patients with HCC. However, the prognosis of HCC patients with the same clinical/pathological stage often deviates after curative hepatectomy, and this discrepancy is usually unexplained. Thus, it is useful to find new biomarkers for the prognosis and optimal treatment strategies of HCC. Recently, many GPCRs and their respective ligands have been shown to correlate with tumor formation and organ-specific metastasis in several types of malignancies 21 . These GPCRs can signal through heterotrimeric G proteins, especially the GNA12/GNA13 subfamily which has been shown to mediate cancer cell invasion and metastasis [22] [23] [24] [25] [26] . It was reported that GAN13 had been closely associated with tumor progression in different types of human cancers, such as prostate, breast, colorectal, pancreatic and gastric cancers 16, 17, 19, 20, 27 . These findings reveal a potential carcinogenic role of GNA13 in multiple human malignancies. To date, however, the expression status of GNA13 in HCC and its relationship with the clinicopathological parameters have not been elucidated. In a small test at the beginning of the present study, western blotting and qPCR were performed to examine the expression level of GNA13 in several paired HCC and adjacent non-neoplastic tissues. GNA13 expression was apparently upregulated at the protein and mRNA level in 10 out of 12 cases. The expression of GNA13 protein was then evaluated by immunohistochemistry(IHC) in an expanded population with 246 pairs of HCC samples. We observed that the GNA13 protein was predominantly detected in the cytoplasm of HCC and was increased in 60.2% of paraffin-embedded HCC tissues. By contrast, the normal liver tissues presented mainly negative expression of GNA13. These findings suggest that upregulation of GNA13 expression may provide a selective advantage in the HCC tumorigenic processes.
Previous data suggested that GNA13 was significantly upregulated in more aggressive breast cancer cells, and elevated GNA13 expression might be used as a potential marker for breast cancer progression 16 . We reported that GNA13 was upregulated in gastric cancer(GC), and GNA13 upregulation was closely associated with aggressive characteristic of cancer progression and poor survival in GC patients 19 . In the current study, we provided evidence that increased expression of GNA13 was significantly associated with invasive characteristics of HCC, including multiple liver lesions, advanced TNM stage, and BCLC stage. Importantly, the Kaplan-Meier curve and multivariate Cox regression analysis were performed to show that high GNA13 expression was identified as an independent predictor for shorter OS and DFS in HCC. Based on the subgroup analysis, GNA13 predicted the clinical outcome of the following subsets of HCC patients: tumor size > 5 cm, TNM stage III/IV, and pathological grade III/IV. Therefore, high GNA13 expression seems to have the potential to predict poor OS and DFS outcomes in patients with HCC. The detection of GNA13 expression status might be served as an integrated approach for identifying HCC patients at high risk of cancer progression. Thus, HCC patients with high GNA13 expression should be paid much more attention to and/or should be more closely followed up after surgical resection. GNA13 has been demonstrated to be an important regulator of cancer cell proliferation, invasion, migration and metastasis 18, [28] [29] [30] . It has been reported that GNA13 expression is regulated via post-transcriptional mechanisms involving some microRNAs in prostate and breast cancer cells 16, 17 . The deregulation of microRNAs has been associated with tumorigenesis, invasion, and metastasis in several human tumors 31, 32 . Moreover, elevated expression of GNA13 promoted colorectal cancer metastasis by triggering the epithelial-mesenchymal transition (EMT) 27 . A number of previous studies indicate that GNA12/13 proteins have the potential to mediate cancer cell invasion and metastasis via activating RhoA 14, 33, 34 . Previously, we also underlined that increased expression of GNA13 could accelerate the G1/S phase transition, thereby promoting cancer cell proliferation and tumorigenesis probably due to modulation of c-Myc and FOXO1 activity 19 . However, loss of GNA13 triggered the growth and dissemination of germinal center B cells, and thus contributing to the development and progression of germinal center B cell-derived lymphoma 35 . These seemingly contradictory results suggested that abnormal expression of GNA13 in different types of tumors might affect different molecular signal pathways. In our study, overexpression of GNA13 couldn't promote cell proliferation in vitro, but could significantly promote cell invasion in HCC cell lines. Additionally, we found that overexpression of GNA13 had no obvious effect on the protein levels of P-AKT and P-ERK (Supplementary Figure S1) , suggesting that GNA13 might affect HCC progression via other pathways. All these data implied that the role of GNA13 in human cancer is tissue-specific. Although we observed that high expression of GNA13 in HCC was closely implicated in tumor progression, further investigation is needed to fully elucidate the precise mechanisms of GNA13 involved in the metastasis and progression of HCC.
In summary, our study demonstrated for the first time that GNA13 was highly expressed in HCC, and increased GNA13 expression was closely associated with unfavorable prognosis in HCC. These data indicated the expression levels of GNA13, as detected by IHC, could be a potential biomarker for poor differentiation and a useful predictor for unfavourable prognosis of HCC patients after curative hepatectomy.
Materials and Methods
Patients and tissue specimens. females (8.5%). The clinicopathological parameters for these patients were summarized in Table 1 . The tumor stages were defined according to the seventh edition of the American Joint Committee on Cancer Staging manual and the 2011 edition of the Barcelona Clinic Liver Cancer (BCLC) staging system. The pathological grade of tumor differentiation was evaluated according to the criteria proposed by Edmonson and Steiner. The study was approved by the Ethics Committee of Sun Yat-sen University and written informed consent was obtained from all patients. All experimental methods were carried out in accordance with approved guidelines of Sun Yat-Sen University.
Quantitative real-time polymerase chain reaction (qPCR). Total RNA was extracted from 12 pairs of HCC tissues and matched adjacent non-malignant liver tissues using Trizol regent (Invitrogen, Grand Island, NY, USA) and cDNA was synthesized by SuperScript Reverse Transcriptase kit (Promega, Madison, WI, USA) according to the manufacturer's instruction. The primer sequences used to amplify GNA13 were: TCGGGAAAAGACCTATGTGAA (forward) and CAACCAGCACCCTCATACCT (reverse). GAPDH was used as an internal control for normalization. Western blotting. 12 pairs of fresh HCC tissues, the matched adjacent non-tumorous liver tissues and HCC cells (HepG2 and SMMC-7721) were lysed in a RIPA lysis buffer, and lysates were cleared by centrifugation (12,000 rpm, 30 min, 4 °C), respectively. Afterwards, the supernatant was collected and mixtures of proteins was separated by SDS-polyacrylamide gel electrophoresis (PAGE), and subsequently transferred onto a polyvinylidene difluoride (PVDF) membrane (Pall Corp., Port Washington, NY). The membrane was blocked with 5% skimmed milk for 1 h and then incubated with primary mouse monoclonal antibodies against GNA13, P-AKT, P-ERK, and GAPDH (1:1000 dilution; Abcam, Cambridge, MA, USA) at 4 °C overnight. After thoroughly washing the membrane, it was then incubated with the secondary anti-mouse antibody from Santa Cruz Biotechnology (Santa Cruz Biotechnology, CA, USA) for 1 h at room temperature. Finally, the immunoreactive signals were detected by means of an enhanced chemiluminescence (ECL) Western blotting detection protocol.
Immunohistochemistry. Immunohistochemical analysis was carried out to examine the GNA13 expression levels with a standard two-step method in 246 HCC tissue specimens. The paraffin-embedded HCC specimens were cut into 5-μ m sections and placed in an oven at 65˚C for 2 h. The sections were then deparaffinised in xylene and hydrated through a series of graded ethanol. Subsequently, the sections were immersed in 3% hydrogen peroxide for 10 min to block the endogenous peroxidase activity. To retrieve the antigenicity, the slides were then boiled in citrate buffer solution (pH 6.5) for 20 min in a micro-wave oven. After washing three times for 5 min in phosphate buffered saline (PBS), the sections were incubated with a primary antibody against GNA13 (1:500 dilution; Abcam, Cambridge, MA, USA) at 4˚C overnight. After rinsing three times for 5 min in PBS, the tissue sections were sequentially incubated with a secondary antibody for 1 hour at room temperature. After three further washes in PBS, the sections were stained with 3,3-diaminobenzidine (DAB), counterstained with Mayer's haematoxylin, dehydrated and mounted. Slides with positive immunohistochemical staining were considered as the positive controls. The slides were immunoreacted with PBS for use as negative controls.
Immunohistochemical (IHC) evaluation. The evaluation of IHC results was performed by three independent pathologists. Cytoplasmic immunoreactivity for the GNA13 protein was scored by evaluating the intensity of staining and the proportion of positive tumor cells. In brief, the intensity of staining was graded as follows: 0 (no staining), 1 (weakly stained, light yellow), 2 (moderately stained, yellow brown), and 3 (strongly stained, brown). We scored the proportion of positively stained tumor cells according to the following standard: 0 (0%), 1 (1-10%), 2 (11-50%), 3 (51-80%), and 4 (81-100%). Then, the IHC scores were obtained by multiplying the intensity and the proportion scores. Based on this method, the IHC scores were finally classified as follow: "− " (IHC scores 0), "+ " (IHC scores 1-4), "+ + " (IHC scores 5-8), and "+ + + " (IHC scores 9-12). For the purpose of statistical analysis, the cohort of 246 patients with HCC was divided into low GNA13 expression group ("− ", "+ ") and high GNA13 expression group ("+ + ", "+ + + ").
Cell proliferation assay. The vector construction was detailed previously 19 . Cell proliferation was analyzed using a 3-(4, 5-dimethylthiazol-2-yl)-175 2, 5-diphenyl tetrazolium bromide (MTT) assay (Sigma). Briefly, cells were seeded in 96-well plates and cultured. Cell proliferation was examined by following standard procedures. Experiments were performed in triplicate.
Transwell invasion assay. About harvested cells (1 × 10 5 ) in 100 μ l of serum-free DMEM were added into the upper compartment of 8-μ m-pore Transwells (Costar, Corning, Cambridge, MA, USA) and 200 μ l of 10% FBS in free medium (Gibco, Invitrogen, Carlsbad, CA, USA) was placed in the lower compartment. The cells were allowed to migrate for 24 h of incubation at 37 °C. For quantification, the cells in the lower compartment were stained with haematoxylin and counted in five randomly selected visual fields (x200 magnification) under a microscope. The experiment was repeated 3 times.
Statistical analysis.
Statistical analyses were performed with SPSS v19.0 (IBM). P-values less than 0.05 were considered to be statistically significant. Pearson's chi-square (χ 2) test/Fisher's exact test was utilized to evaluate the association between GNA13 expression and the clinicopathological characteristics. OS (Overall Survival) was defined as the interval between date of surgery and date of death or between date of surgery and date of the last observation. DFS (Disease-Free Survival) was defined as the time from date of surgery to date of cancer progression, metastasis, or death. Estimates of the cumulative survival distributions were calculated by the Kaplan-Meier method, and the differences between the two groups were compared using the log-rank test. The significance of various clinicopathological variables was evaluated using univariate and multivariate Cox proportional hazard regression model. The variables that were considered to be significant based on the univariate regression model were selected and analyzed by the multivariate Cox regression model.
